DkL No. 0652.2290001; Group Art Unit: 165-K jj -ij a'" >| 8., - « V jj -<j .j 

Inventorfs): PETERS etal.; Tel: 202/371-2606 '" ' v ' " !, '■ 
Title Method For Identifying Compounds Modulating Sister 
Chromatid Separation 




O 
I 

<D 

CO 
CO 

CO 
CL 
CD 

to 



vsa + 

uunoes-aa + 
uunoas-jj\A + 



(0 

2 
to 

Q. 

a> 
</> 



dl asejBdas g 




o 
a> 



UkL No U652.2290U01, Group Art Unit. 165,1 , , 

Inventors)' PETERS et aL; Tel: 202/37 l-260u O U J. *.S ,1. 1'JI. D U ft ifM-Ur? 
Title: Method For Identifying Compounds Modulating Sister 
Chromatid Separation 



NH 2 




H HN ;nh 

Biotin ^ N ^^A Ser-Val-Gln-Gly x tl 

N 

OMe HO 

X = CI or SX^Me 
cmk amk 



FIG.2A 



Dkt. No. 0652.2290001; Group Art Unit\J } 65,l ^ H . .„ . H 

Inventors): PETERS et aL; Tel: 202/37 1-&00' I' ^* l} " - «*! ■ ■*> - L Jl 
Title: Method For Identifying Compounds Modulating Sister 
Chromatid Separation 



Biotin-SVEQGR- 
cmk amk 



o o 
t- _ o o ^_ o o 

• ooo. ooo 

,°.„^„ T " If "~ ^ "~ " ^ M 



SCC1-myc 

FIG.2B 



Biotin-SVEQGR- 
cmk amk 



o 



o 

_ O O ^_ 

o o o ^ 

X- X- T- O 



o 

o o 
ooo 




separase 



FIG.2C 



UKt NO 1 , Uroup Art Un.t: 165 1 u , l5 „ & . ^ - « - yj» l( ^ f fl ^ 

Inventors): PETERS etal.; Tel: 202/37I-2$ol ^ J T.V Jk A *■ J- - 4 5 - 



Title: Method For Identifying Compounds Modulating Sister 
Chromatid Separation 



HO J oMe 

Biotin - N >^- A Asp-Arg-Glu-lle-Met^ VoVS 

H 0 Me-^Me 



FIG.3A 



DkL No. 0652.2290001; Group Art Unit* IbO 3 ^ii 5 .3. J. % « *t5 ^ ^ 3-5-3-3 !,: " 

Inventor(s): PETERS eta!.; Tel: 202/371-2600 

Title Method For Identifying Compounds Modulating Sister 

Chromatid Separation 



Z3 



O 
>* 

E 

+ o — 
o w 

O 2 - 
CO Q o 



M DREIMR-amk M Bio-DREIMR-amk 



o 

o o 
o o o 



o 

o o 
o o o 



SCC1-myc 



FIG.3B 



DkL No. 0652.2290001; Grow A^Umfei^l^i. • ^ 
Inventors): PETERS et al.; ilk: 20M-7f -2<*90 ■ ; -'' J ^ - « 3j! ]j 
Title- Method For Identifying Compounds Modulating Sister 
Chromatid Separation 



0) 

Q. ^ ^ 0) 

0 O O O JO 

CO co co a- 0 

C Q * £ Q- CO 

x: x: 

$ > 

ci d 

"<D "(D ^ O 



(D 








• 

o 
0) 


o 


Q_ 


if) 


XI 


«> 




Q 




*#— 


o 


o 


co 


CO 


rt\ 
2_ 




CL 


CL 


<D 


<D 




_£= 




-t-» 






> 


> 


o 


o 


CO 


03 



.o o o o o 

I I I o is 

E E E 1 E 

a. a. a. 

0)0)0) 

CO CO CO 

5 2 5 

OJ CO CO 

CL CL CL 

0) 0) 0) 

CO CO CO 



CL 


CL 


Q_ 


<D 


<D 


<D 


CO 


CO 


CO 




5 


5 


CO 


CO 


CO 


CL 


Q_ 


CL 


<D 


0) 


<D 


CO 


CO 


CO 



CL 


Q- 


CL 


Q_ 


0) 


a> 


0) 


<D 


CO 


CO 


CO 


CO 


CO 


5 


(0 


CO 


&_ 




L. 




(0 


OJ 


(0 


CO 


CL 


CL 


CL 


CL 


<D 


<D 


a> 


<D 


CO 


CO 


CO 


CO 



separase 




1i 1c 2i 2c 3i 3c 

avidin 



FIG.4B 

securin P«p*<~ 



FIG.4A 



Dkt No. 0652.2290001; Group Art UniV 16^1 tta & ^ ^ 

Inventoits): PETERS et aL; Tel: 202)371-5660.1 Jl ^ J, ji, Hl J] g in**", "Ljl iijl 



Title: Method For Identifying Compounds Modulating Sister 
Chromatid Separation 



1i 1c 2i 2c 3i 3c 




SCC1-myc 

* — 1 . cleavage fragment 



2. cleavage fragment 



FIG.4C 



Dkt. No. 0652.2290001; Group Art Uij)i:;f6jSJj ■ .^j .» ;! > ' lf jf « <. ■ -» 

Inventors): PETERS et at; Tel: 202/371 -26W ■* - ■ " - •"• ■ -»* * •• 

Title: Method For Identifying Compounds Modulating Sister 
Chromatid Separation 



2. step: addition of: peptide 



o u 

1 . step: addition of: 3> o 



separase 




secunn 



avidin 



FIG.4D 



Dkt. No. 0652.2290001, Group Art Unit; 165,1 a 

Inventors); PETERS et al.; T^^-MOr .1 ~'J .1 "I * ** 1 " : *" * " C 
Title: Method For Identifying Compounds Modulating Sister 
Chromatid Separation 







<D 






CO 






CO 




o 






4-* 


Q. 




2 






£ 


C 


Ql 




Q. 


<D 


<D 


CD 


CO 


CO 


CO 


2 


CO 

*_ 


2 


CO 


(0 


CO 


Q. 


Q. 


Q. 


O 


0> 


CD 


CO 


to 


CO 


mm 




f» separase 



mitotic interphase 



0 15 30 45 0 15 30 45 min 




116 
97 



68 



<$Sg? 



43 - 



W> M 



Win 3jgk 




secunn 



FIG.5A 



29 






separase-myc 

FIG.5B 



Dkt. No. 0652.2290001, Group Art U||it: l^SJ....... ,.„ . „, , 0 .,?.„,.. - J; .„-,...,•■„.-. 

lnventort»: PETERS et al.; Tel: 202^17 ,- , J 2'^U, • S. -=« ., « iO-' fl.' .'!..!> ii. ,ti jj". 
Title: Method For Identifying Compounds Modulating Sister 
Chromatid Separation 



o 
E 



o 
>^ 

E 



HeLa cell 
extracts 

were used 
for IP 



200 



116 
97 

C-terminal 
cleavage C 
products 



securin and 
myc tagged I" 
version L 
thereof 29 

18 
kDa 



CO 

03 
i_ 

(0 

Q. 

<D 

co 

i 

o 



3 

o 

CO 



CD 
CO 

5 

03 
Q. 
<D 
CO 



o 

CO 



CD 
CO 

CO 
&— 

CO 
CL 
CD 
CO 
i 

CD 

5 



13 
O 
CD 
CO 



CD 
CO 
CO 

CO 
Q_ 
<D 
CO 
I 

O 

3 



O 
<D 
CO 



IP IP m IP IP m IP IP m IP |pm |p |pm jp |pm 




• 



full length 
separase 



N-terminal 

cleavage 

products 



43 - 



separase 



IgG heavy 
chain 




IgG light 
chain 



securin 



FLAG 



FIG.6A 



DkL No. 0652.2290001; Group^g * - .<* r « •„ , ,„ .« « ip3 

Inventors): PETERS et aLft&efl 2&#37 fefcOtfi,, „ "* J\, ,S. - j f !« 1„H 1)", »1.J kJ 1U 
Title: Method For Identifying Compounds Modulating Sister 
Chromatid Separation 



FLAG-separase 
FLAG-separase + securin-myc securin-myc 

0 15 30 45 0 15 30 45 ~0 15 30 45 min 




anti-myc 



FIG.6B 



•~-">'^.«WOUi ; Group Art Unft; I6SJ - . 



LU P 
GO Z 

5^ ^ 
o_ ^ e> 

LJObJ 

CO QQ CO 



CD 



CO 



LU 

CO 



CO 

Ctl UJ 

eg 

CJ> O 




Diet. No. 0652.2290001; Group Art Unit: 1651 

Inventors): PETERS et al.; Tel: 202/37^001 1! 3 Hi, HI , 'J it J K £ ? .Jf- t r \ 0 1 1 ftj" 
Title- Method For Identifying Compounds Modulating Sister 
Chromatid Separation 



0) 

CO 
Q- 
<D 
CO 

O 
CO 

c 

CD 

E 

CO 



CO 

E 

0) 

6 



CD 


CD 


CO 


CO 






CO 


CO 


Q_ 


CL 


CD 


CD 


CO 


CO 


M— 


H — 


O 


O 


CO 


CO 




c 


CD 


CD 


E 


E 


CD 


D) 




CO 




M— 


CO 


To 


c 

*E 


c 
"E 


0) 


CD 




i 


o 


o 




separase 



start at aa: 1487 1507 1536 



FIG. 8 



Dkt No. 0652.2290001, Group Art Unit. 1651 

Inventors): PETERS ct al.; Tel: 202/371-2600 & fj 0?T1« '.J, X 3L „ O J?ji ^I'M 1 Jl 1 
Title: Method For Identifying Compounds Modulating Sister 
Chromatid Separation 




. 0652.2290001; Group Art, Umfc 1651 
is): PETERS et aJ.; Tel: 2^$lM$ " "j» 



Dkt. No. 

Inventors): PETERS et al.; Tel: 2O2/3JH&SG0 " j* JL. -fc 
Title: Method For Identifying Compounds Modulating Sister 
Chromatid Separation 



CO 



LU 

CO 



CD 
hCD 
CM 



CD 
lO 
CM 



CD 
LO 



CD 
CD 



CD 
LO 



CD CD CD 
LO CD LO 
rO rO CM 



CD 
CD 
CM 



O 
LO 



CD 
CD 



CD 
LO 



♦hCD 



ray 



Dkt. No. 0652.229000 1 ; Group Ait Unit: 1651 

Inventors): PETERS et al.; Tel: 202/3^-M)P ,H ^ . fl ;1 J .„ ( J ifji y 1 * II J L8 tff 
Title: Method For Identifying Compounds Modulating Sister 
Chromatid Separation 




